Oxidative stress plays a significant role in the pathophysiology of numerous kidney diseases, generally mediated by reactive oxygen species (ROS). Arsenic (Ar) is known to exert its toxicity through the generation of ROS and inflammation. The current study investigates the protective effects of sulforaphane (SFN) against arsenic-induced renal damage via PI3K/Akt-mediated Nrf2 pathway signaling. Thirty-two male albino Wistar rats were randomly divided into four groups of eight animals each, designated as control, arsenic (Ar), sulforaphane plus Ar (SFN+Ar), and sulforaphane alone (SFN), with oral administration of Ar (5 mg/kg BW) and SFN (80 mg/kg BW) daily for 28 days. Ar administration significantly (P < 0.05) increased the levels of ROS, OHdG, Ar accumulation, and lipid peroxidation, and decreased levels of enzymatic and nonenzymatic antioxidants. Notably, a significant (P < 0.05) increase was observed in markers of apoptosis, DNA damage, TUNEL-positive cells, and dark staining of ICAM-1 in renal tissue with decreased PI3K/Akt/Nrf2 gene expression. The biochemical findings were supported by histopathological and electron microscopy evaluation, which showed severe renal damage in rats treated with Ar. Pretreatment with SFN significantly (P < 0.05) attenuated renal ROS, OHdG, lipid peroxidation, and DNA damage, and increased phase II antioxidants via PI3K/Akt-mediated Nrf2 activation in renal tissue. These results show that dietary supplementation with SFN protects against Ar-induced nephrotoxicity via the PI3K/Akt-mediated Nrf2 signaling pathway in the rat kidney.
Introduction
Arsenic (Ar) is a major toxicant that is ubiquitous in the environment, and a high level of exposure carries an increased risk of cancers of the skin, liver, lung, and kidney, and cardiovascular and reproductive abnormalities (Yu et al. 2013) . Sources of human exposure to heavy metals and metalloids such as arsenic, lead, cadmium, and uranium include both industrial and environmental surroundings. Among many toxicants, arsenic ranks as an important antineoplastic agent that has been used medicinally to treat a variety of ailments for more than 2400 years (Smeester et al. 2011 ). More than 200 million people worldwide are at risk of arsenic poisoning, among which 100 million live in West Bengal, India (Council 2001) , where groundwater arsenic absorption exceeds the maximum permissible level of 50 μg/L, according to the World Health Organization (WHO). Ar generally enters the body via the ingestion of contaminated drinking water, and long-term consumption of Ar-contaminated water results in Ar toxicity in nearly all organ systems of the body (Mandal and Suzuki 2002) .
Consumption of arsenic, either through the supply of drinking water or medicinal administration, may cause renal damage. The kidney is a target organ for Ar toxicity, as it has been reported that around 60% of the daily dose of arsenic is excreted through urine. Chronic arsenic exposure has been found to cause alterations in the kidney, with tubular cell vacuolation, interstitial nephritis, and glomerular enlargement (Waalkes et al. 2004a) . The most sensitive part of the kidney is the proximal convoluted tubule of epithelial cells with resorptive ability, and the first anatomical segment exposed to filtered toxicants (Peraza et al. 2006) . Chronic kidney disease as demonstrated by cloudy urine, proteinuria, glycosuria, and renal cysts is not unusual in arsenic-exposed humans (Council 2001) . A growing body of evidence indicates that numerous mechanisms are involved in heavy metal-induced toxicity, among which the most well known is the generation of free radicals (Shanmugam et al. 2016) . While the mechanisms of Arinduced toxicity are not clearly defined, oxidative stress is generally acknowledged as the underlying mechanism for Arinduced renal damage (Flora 2011; Yu et al. 2013) . Ar induces ROS cycling between oxidation states of metals such as Ar and Fe, or interacts with antioxidants and inflammation, resulting in the accumulation of ROS in cells (Halliwell and Whiteman 2004) . Yamanaka et al. (1990) demonstrated that the main mechanism of Ar pathogenesis is associated with reduced antioxidant capacity, leading to cellular macromolecule dysfunction. Ar interference with glutathione (GSH) metabolism initiates depletion of cellular sulfhydryl groups, an essential pathway for arsenicinduced kidney damage (Prabu and Muthumani 2012) . However, synthetic chelators exhibit toxic side effects (Gupta et al. 2005) . This has led to increased interest in the use of natural dietary supplements with therapeutic potential, free radical scavenging activity, and antioxidant properties against Ar-induced nephrotoxicity .
Natural antioxidants can help to overcome oxidative stress and free radical-mediated disorders (Thangapandiyan and Miltonprabu 2014) . Sulforaphane (SFN) is a naturally occurring isothiocyanate found in cruciferous vegetables such as broccoli, brussels sprouts, and cabbage (Fahey and Talalay 1999; Dinkova-Kostova and Talalay 2008) . Innovative research work has confirmed that SFN protects against renal fibrosis (Shin et al. 2010 ) and intestinal damage (Yoon et al. 2008) , and prevents cardiovascular disease (Davis et al. 2009 ). In addition, there is growing evidence from a range of in vitro studies and animal cancer models that SFN represents a powerful natural antioxidant against cancer (Jeffery and Keck 2008) . Likewise, in vivo epidemiological studies have found that consumption of cruciferous vegetables is associated with lower cancer risk in renal, pulmonary, mammary gland, and lymph nodes, highlighting the potential value of SFN in the prevention of a variety of cancers (Cheung and Kong 2010) .
Several studies have shown that the PI3K/Akt signaling pathway is involved in the induction of Nrf2/ARE-dependent phase II antioxidant synthesis (Thangapandiyan and Miltonprabu 2014) . The PI3K (phosphatidylinositol 3-kinase)/Akt (v-akt murine thymoma viral oncogene homolog 1) is an essential pathway for cell survival, and Akt is activated by PI3K in response to growth factor Ca 2+ ions attracted by the phosphate group on the surface of Akt (Yoon et al. 2008) . The activated Akt binds with the Keap1 protein of the Nrf2 inhibitor gene and dissociates the Nrf2 from the cytoplasm. The dissociated Nrf2 is translocated to the nucleus to bind with antioxidant response element (ARE) and is involved in the protein synthesis of phase II antioxidants for scavenging of free radicals produced during metabolism of xenobiotic compounds. A wide variety of phytochemicals from natural products, such as epigallocatechin gallate, sulforaphane, and chlorophyllin, protect against oxidative stress-induced cell damage via the PI3K/Akt/Nrf2-dependent pathway (Na et al. 2008) . Negrette-Guzmán et al. (2013) confirmed the protective value of SFN against gentamicin and ischemia/reperfusion renal injury via inhibition of lipid peroxidation and oxidative renal tubular damage in rats. However, the efficacy of SFN against arsenic-induced nephrotoxicity via the PI3K/Akt-mediated Nrf2 pathway has not yet been evaluated. Therefore, our study attempted to demonstrate the molecular therapeutic potential of SFN through serological, biochemical, molecular, and histological analysis to confirm renal protection against Ar toxicity.
Materials and methods

Chemicals
Sodium arsenite (NaAsO 2 ), 1,1,3,3-tetramethoxypropane, and bovine serum albumin were obtained from Sigma-Aldrich (St. Louis, MO, USA). Sulforaphane (SFN) was purchased from Sigma Chemicals (Bangalore). The solvents, chemicals, and other biochemicals were of certified analytical grade and procured from SD Fine chemicals (Mumbai, India) or HiMedia Laboratories (Mumbai). Reagent and kits for this study were obtained from Span Diagnostics, Mumbai, India. Antibodies including caspase-3, caspase-9, cytochrome C, Nrf2, PI3, Akt, and β-actin were purchased from Cell Signaling Technology (Bangalore, India) and Santa Cruz Biotechnology (Santa Cruz, CA).
Experimental animals and diet
Male albino Wistar rats, each weighing 160-200 g, were used for this experiment. They were procured from Animal Science and Veterinary University Mannuthy, Kerala, India. The rats were maintained in a controlled environment under standard conditions of temperature (28 ± 2°C) and humidity with an alternating light and dark cycle. The animals were fed with commercially available pelleted rat chow (Champaka Feed, Bangalore, India) and water ad libitum. After a week of acclimatization, rats were divided into control and test groups. Eight rats were used in each treatment group. 
Drug treatment
In the current study, NaAsO 2 (sodium arsenite) was administered intragastrically at a dose of 5 mg/kg body weight each day for 4 weeks, which is one-eighth of the oral LD 50 values in rats (El-Demerdash et al. 2009 ). SFN fine particles were suspended in double-distilled water and administered intragastrically 90 min prior to the administration of Ar at a dose of 20, 40, or 80 mg/kg/BW daily for 4 weeks.
Experimental design (Fig. 1) An initial investigation was performed with three different doses of SFN (20, 40 , and 80 mg/kg/BW) to determine the effective dose for Ar-treated rats. We found that SFN 80 mg/kg BW (body weight) notably reduced the levels of AST, ALT, LDH, and GGT in the serum of arsenic-treated rats in comparison to the other two doses (20 and 40 mg/kg BW). Therefore, we selected 80 mg/kg BW for this study. After an acclimatization period, the animals were divided into four groups of eight rats each (Fig. 1 ), as follows:
1. Group 1: normal rats (control) 2. Group 2: administration of arsenic alone (5 mg/kg BW) 3. Group 3: treatment with SFN + Ar (80 mg/kg BW + 5 mg/kg BW 4. Group 4: treatment with SFN alone (80 mg/kg BW)
The total study duration was 4 weeks. Water and food intake was documented regularly. At the end of the period (28 days), the rats were starved overnight and sacrificed under light ether anesthesia by cervical decapitation, and the abdomen was opened. The renal tissue was excised, weighed, and washed in ice-cold saline. The tissue was then pulverized and homogenized in Tris-HCl buffer and centrifuged at 8000×g for 10 min. The major plain supernatant was stored and utilized for various biochemical and molecular assays.
Biochemical analysis
Determination of ROS in blood and tissue
The amount of ROS in blood and renal tissue was quantified by 2′,7′-dichlorofluorescin diacetate (DCF-DA), as outlined previously (Socci et al. 1999 ).
Estimation of kidney serum markers
The urea, uric acid, and creatinine in serum was quantified spectrophotometrically using a commercial diagnostic kit (Sigma Diagnostics India Pvt. Ltd., Baroda, India). Creatinine clearance as an indicator of the glomerular filtration rate in serum was estimated from serum creatinine in a 24-h urine sample. Bilirubin in serum was calculated using a commercial kit (Medsource Ozone Biomedicals) according to a previously described method (Jung 2008 ).
Determination of 8-OHdG in urine and kidneys
The concentration of 8-OHdG in the urine and kidney was determined using a highly sensitive ELISA kit (Cell Biolabs, San Diego, CA, USA).
Estimation of arsenic concentration
The arsenic concentration in the kidney was calculated using a hydride vapor generation system (PerkinElmer MHS-10) fitted with an atomic absorption spectrophotometer (AAS, PerkinElmer AAnalyst 100), as described previously (Parker et al. 1967 ).
Determination of lipid peroxidation markers in kidneys
Lipid peroxidation in renal tissue was estimated calorimetrically by quantification of thiobarbituric acid reactive substances (TBARS) and lipid hydroperoxides (LOOH), as reported previously (Niehaus and Samuelsson 1968; Jiang et al. 1992) . Protein carbonyl content (PCC) in the kidney was measured using a spectrophotometric method as described previously (Levine et al. 1990 ).
Determination of nonenzymatic antioxidants
Reduction of glutathione (GSH) was performed using a previously described technique (Moron et al. 1979 ) based on reaction with Ellman's reagent (19.8 mg dithionitrobisbenzoic acid in 100 ml of 0.1% sodium citrate). Total sulfhydryl groups (TSH) in the kidney tissue was estimated following the reaction with dithionitrobisbenzoic acid using the method as previously described (Ellman 1959) . Vitamin C and vitamin E levels were calculated according to methods described by Omaye et al. (1979) and Desai (1984) , respectively.
Determination of enzymatic antioxidants
The superoxide dismutase (SOD) level was estimated using the method described by Kakkar et al. (1984) in which inhibition of the formation of NADPH-phenazine methosulphate nitroblue tetrazolium formazan was quantified spectrophotometrically at 560 nm. The catalase (CAT) level was measured calorimetrically using dichromate acetic acid reagent, as previously reported (Sinha 1972) . Glutathione peroxidase (GPX) activity was estimated following Rotruck et al. (1973) based on the reaction between glutathione remaining after the action of GPX and 5,5′-dithiobis (2-nitrobenzoic acid) to form a complex that absorbs maximally at 412 nm. The glutathione S-transferase (GST) level was measured spectrophotometrically by the method described by Habig et al. (1974) using dichloro-2,4-dinitrobenzene as the substrate. The glutathione reductase (GR) activity was assayed according to the method described by Griffith (1980) using NADPH to convert metabolized glutathione (GSSG) to the reduced form.
Quantitative real time-PCR analysis
RNA was isolated from rat kidney (100 mg) using TriZol Reagent (TaKaRa, Japan) following using the PrimeScript™ RT reagent kit with gDNA Eraser (TaKaRa, Japan), qPCR of kidney was carry out using SYBR Green reagent (TaKaRa, Japan) on PCR detection system (ABI 7500, Applied Biosystems, USA). Rat mRNA from kidney was isolated using TRI Reagent (Sigma-Aldrich) and assayed with TaqMan control reagents (ABI PRISM 7700, Applied Biosystems, Foster City, CA, USA). The following primer pairs were used for this analysis: SOD1: forward: 5′ TA A C T G A A G G C C A G C AT G G G 3 ′ ; r e v e r s e : 5 ′ CATGGACCACCATTGTACGG3′; CAT: forward: 5′ C A C T C A G G T G C G G A C AT T C T 3 ′ ; reverse: 5′ TCCGGAGTGGGAGAATCCAT3′; Bax: forward: 5′ GGATGGCTGGGGAGACACCTGAG3′; reverse: 5′ CGGCCCCAGTTGAAGTTGCCATCAG 3′; Bcl-2: forward:5′ TGAGAGCAACCGAACGCCCG3′; reverse:5 ′ GCACCCAGAGTGATGCAGGCC 3′; β actin: forward: 5′ AGCCTTCC TTCTTGGGTATGGAATC 3′; reverse: 5′ GGAGCAATGATCTT GATCTTCATGG-3′. These primers were designed using Primer3 and synthesized by Integrated DNA Technologies, Inc. (IDT, Coralville, IA, USA). All realtime PCR assays were performed in triplicate. Relative quantitative analysis was carried out by comparing threshold cycle numbers for target genes and a reference β-actin mRNA.
Immunoblotting technique
The kidney tissue (100 mg) was prepared by homogenization in RIPA lysis buffer (50 mM Tris-HCl, pH 7.4; 150 mM NaCl, 0.25% deoxycholic acid, 1% NP-40, and 1 mM EDTA) containing complete EDTA-free protease inhibitor cocktail (Thermo Scientific, USA). The protein was separated by SDS-PAGE and transferred onto polyvinylidene difluoride (PVDF) membranes. The membranes were incubated with blocking buffer (5% (w/v) skim milk powder in 1× TBS containing 0.1% Tween-20 for 1 h, then incubated with rabbit polyclonal antibodies for (proapoptotic markers) anti-caspase-3, anti-caspase-9, cytochrome-C, anti-PI3K, anti-Akt, anti-Nrf2, and β-actin overnight at 4°C (Santa Cruz Biotechnology, CA, USA). Membranes were washed and incubated for 1 h at room temperature with HRP-linked secondary antibodies. After washing, membranes were identified by enhanced chemiluminescence (ECL) kit and exposed to X-ray films (Kodak, India). The band intensities were quantified by densitometry analysis using an image analysis system (ImageJ; NIH, Bethesda, MD, USA). The marks were stabilized to the β-actin appearance in each group (mean ± SD) as a percentage of control. No differences were observed in β-actin manifestation between the tentative animal groups.
TUNEL assay
The paraffin pieces were dewaxed, and in situ detection of apoptosis in the renal tissue (100 mg) was performed by terminal deoxynucleotidyl transferase-mediated uridine triphosphate nick-end labeling (TUNEL) assay according to the instructions of the manufacturer (Roche Diagnostics, RischRotkreuz, Switzerland) and the number of apoptotic cells, as defined by chromatin condensation of nuclear fragmentation (apoptotic bodies), was counted. After TUNEL labelling, nuclei were labeled with Hoechst 33258 (Molecular Probes, Invitrogen) and the TUNEL-positive kidney cells were observed using an Olympus IX81 fluorescence microscope with a 20× objective at 2048 × 2048 resolution. The morphometric examination was performed by two independent, blinded investigators. The average number of apoptotic cells in each group was calculated by taking the average of TUNELpositive apoptotic cells in 10 fields from each kidney sample with 200× magnification.
Immunohistochemistry for renal ICAM-1
Kidney tissues (100 mg) were fixed in 4% buffered formalin. Paraffin-embedded sections were cut, deparaffinized, and hydrated in descending gradations of ethanol, followed by antigen retrieval with citrate buffer. Next, sections were incubated in 0.3% H2O2 in PBS to block endogenous peroxidase activity. The sections were then incubated with anti-intercellular adhesion molecule 1 (ICAM-1) (R&D Systems, Minneapolis, MN, USA) overnight at 4°C in a moist chamber. Biotinylated secondary antibodies and ABC reagent were added according to manufacturer instructions (Vector Laboratories, Burlingame, CA, USA). Color development was induced by incubation with a DAB kit (Vector laboratories) for 3-5 min, and specific staining was visualized by light microscopy, as described by Pan et al. (2009) . After ICAM-1 immunostaining, nuclei were counter-stained using Vector Nuclear Fast Red H-3403 (Vector Laboratories).
Light microscopy examination
For the histopathology investigation, the kidney tissues were dissected and fixed in Bouin's solution for 14-18 h, processed in a series of graded ethanol to xylene, and embedded in paraffin wax. The paraffin sections were cut at 5-6 μm thickness using a rotary microtome and stained with hematoxylin and eosin for light microscopy examination. The slices were viewed and photographed under an Olympus BX51 light microscope (Olympus, Tokyo, Japan) with an attached digital camera (Olympus C-5050, Tokyo, Japan).
Transmission electron microscopy study (TEM study)
For electron microscopy, kidney tissues were fixed with 2.5% glutaraldehyde in 0.1 M sodium phosphate buffer (pH 7.2) for 3 h at 4°C, washed in the same buffer for 1 h at 4°C, and postfixed with 1% osmium tetroxide in sodium phosphate buffer for 1 h at 4°C. The tissues were then dehydrated in a graded series of ethanol starting at 50% each step for 10 min and after two changes in propylene oxide. The tissue specimens were embedded in araldite. Ultrathin sections were prepared with magnesium uranyl acetate and lead citrate for the electron microscopic (Jeol JEM-1010) evaluation.
Statistics
Data were analyzed by one-way analysis of variance (ANOVA) followed by Duncan's multiple range test (DMRT) using a commercially available statistics software package (SPSS for Windows, version 13.0; SPSS Inc., Chicago, IL, USA). Results are expressed as mean ± SD. Values of p < 0.05 were regarded as statistically significant.
Results
SFN ameliorates Ar-induced alterations in body weight, organ weight, and food and water intake
The specific indicators of oxidative stress include body weight, organ weight, and food and water intake. Table 1 illustrate the effects of Ar and SFN on body weight, organ weight ratio (%), and food and water intake in control and experimental rats. In Ar-treated rats, water and pellet consumption and body weight decreased significantly (P < 0.05) with increased organ weight ratio when compared to the control group. However, pretreatment with SFN significantly (P < 0.05) reduced food and water intake, body weight, and organ weight ratio as compared with the Ar-treated group. Administration of SFN alone had no effect on those parameters in the control group.
SFN prevents ROS and Ar accumulation in the kidney
The generation of ROS is the primary pathogenic mechanism of Ar-induced oxidative damage to cellular macromolecules. Arsenic treatment of rats resulted in significantly (P < 0.05) increased ROS in blood (Fig. 2a ) and renal tissue (Fig. 2b) , along with increased Ar levels (Fig. 2c) , as compared to controls. Interestingly, SFN pretreatment of Ar-intoxicated rats resulted in a significant (P < 0.05) decrease in levels of ROS and Ar accumulation as compared to the control and Ar groups. Administration of SFN alone produced no change in ROS levels compared to normal control rats.
Ar-induced alterations in kidney serum parameters is attenuated by SFN treatment
The levels of urea, uric acid, creatinine, and bilirubin were determined under Ar and SFN treatment in kidney serum samples depicted in Table 2 . Rats treated with Ar exhibited significantly (P < 0.05) improved kidney serum parameters (urea, uric acid, creatinine, and bilirubin) as compared to control and SFN groups. Prior administration of SFN led to a significant (P < 0.05) decrease in the above estimated parameters as compared to the Ar group. No statistically significant difference was observed between the group receiving SFN alone and the control group.
SFN treatment prevents Ar-induced 8-OHdG in urine and kidney
To investigate how SFN prevents Ar-induced renal damage, 8-OHdG, as a hallmark DNA marker, was measured in control and experimental animals (Fig. 3 ). There was a significant (P < 0.05) increase in renal 8-OHdG in urine and kidney tissue after Ar exposure when compared to controls. Interestingly, SFN pre-administration significantly (P < 0.05) reduced 8-OHdG in urine and kidney tissue as compared to that of control and SFN groups.
SFN prevents Ar-induced lipid peroxidation in rat kidneys
Lipid peroxidation is the oxidative degradation of lipids in which free radicals steal electrons from the normal cells. In the Ar-treated group, lipid peroxidation (Fig. 4) markers TBARS (Fig. 4a) , LOOH (Fig. 4b) , and PCC ( Fig. 4c) were significantly (P < 0.05) increased compared with the control group, while SFN pretreatment significantly (P < 0.05) decreased these lipid peroxidation markers in comparison with the Ar group. Rats treated with SFN alone exhibited no significant differences in lipid oxidation markers compared with controls. Table 3 shows the nonenzymatic antioxidant levels in control and experimental groups. The levels of GSH, TSH, vitamin C, and vitamin E were significantly (P < 0.05) lower in the arsenic-treated group than the control group. In the group with SFN pre-administration, however, levels of nonenzymatic antioxidants were significantly (P < 0.05) higher than in the Artreated group. The SFN and control groups showed similar activity.
SFN treatment increases nonenzymatic antioxidant levels in rat kidneys
SFN treatment increases enzymatic antioxidant levels in rat kidneys
The effect of Ar and SFN on the enzymatic antioxidant levels in the kidney was determined, as shown in Table 4 . Activity levels of enzymatic antioxidants SOD, CAT, GPx, GST, and GR in the kidney were significantly (P < 0.05) decreased with Ar administration compared to controls. SFN preadministration in Ar-treated rats significantly (P < 0.05) increased the levels of enzymatic antioxidants compared with controls and rats treated with Ar alone.
Effect of SFN on RT-PCR analysis
As shown in Fig. 5 , there was a significant (P < 0.05) decrease in mRNA including SOD (Fig. 5a) , CAT (Fig. 5b) , and antiapoptotic B-cell lymphoma 2 (Bcl-2) ( Fig. 5d ) with an increase in proapoptotic Bax (Fig. 5c ) in Ar-intoxicated rats when compared to controls. SFN treatment in Ar-treated rats resulted in a significant (P < 0.05) increase in SOD (Fig. 5a) , CAT (Fig. 5b) , and Bcl-2 (Fig. 5d) , with a decrease in Bax (Fig. 5c ), compared to that of controls. However, SFN alone showed no statistically significant difference compared to control. Figure 6a represents the western blot analysis of caspase-3, caspase-9, and cytochrome-C in the kidneys of control and experimental groups. Densitometric analysis of western blots is given in Fig. 6b . The expression of Cas-3, Cas-9, and cytochrome C were significantly (P < 0.05) up-regulated in Araffected rats when compared with controls. Co- 
SFN pretreatment inhibits apoptotic markers in kidney
Effect of SFN on activation of Nrf2 via PI3K/Akt pathway
The effect of SFN on PI3K/Akt-mediated Nrf2 activation in the kidney of control and Ar-treated rats is presented in Fig. 7a . The expression of PI3/Akt was significantly (P < 0.05) decreased with respect to the decrease in Nrf2 gene expression when compared with controls. Densitometric analysis (Fig. 7b ) of western blots revealed significantly (P < 0.05) up-regulated Nrf2 gene expression in Ar-treated rats after SFN exposure. Rats treated with SFN alone also showed significantly increased levels of PI3K when compared to the Artreated group.
SFN prevents Ar-induced cellular death by TUNEL assay
Ar-induced cell death was evaluated by TUNEL assay in control and experimental rats. As shown in Fig. 8 , the TUNELpositive cell numbers and DNA fragmentation were significantly (P < 0.05) increased in the kidneys of Ar-treated rats (Fig. 8b ) when compared with controls (Fig. 8a) . SFN pretreatment significantly (P < 0.05) prevented Ar-induced enhanced cell death (Fig. 8c ) when compared with rats treated with Ar alone and controls. SFN alone had no effect compared with control (Fig. 8d) .
Effect of SFN on Ar-induced renal adhesion molecule (ICAM)
As shown in Fig. 9 , Ar treatment significantly (P < 0.05) increased the expression of kidney inflammatory intercellular adhesion molecule (ICAM) (Fig. 9b and c) compared with the control group (Fig. 9a) . This increased expression of inflammatory ICAM staining was significantly (P < 0.05) attenuated by SFN pretreatment (Fig. 9d) . SFN alone had no effect on ICAM compared with control (Fig. 9e) . Figure 10 shows the histopathological evaluation of Ar-and SFN-treated control and experimental rats. The kidneys of the control rats (Fig. 10a ) and SFN-treated rats (Fig. 10e) show a normal histoarchitecture. Arsenic exposure (Fig. 11b and c ) resulted in extensive degeneration of renal tissue, with globular space, tubular degeneration, vacuolization, hemorrhage, glomerular atrophy, sinusoidal dilation, and necrosis in the medullary area of Ar-treated rats. Pre-administration of SFN in Ar-treated rats showed significant attenuation of podocytes to near normal, with no pathological cipher as compared to control and Ar-treated rats (Fig. 10d) .
Effect of SFN on Ar-induced histopathological changes
Effect of SFN on electron microscopy study Figure 11 shows the protective effect of SFN on Ar-induced changes in podocytes by electron microscopy study of control and experimental rats. In the control and SFN groups, the ultrastructure of the podocytes was normal ( Fig. 11a and d) . The Ar-treated group revealed severe degenerative changes including dilated cisternae of the endoplasmic reticulum, mitochondrial swelling, and degeneration of the nucleolus Values not sharing a common superscript letter (a-c) differ significantly at p < 0.05 observed in podocytes of the kidney compared with controls (Fig. 11b) . Pre-administration of SFN was effective in preventing all pathological changes compared with control group and SFN treatment alone (Fig. 11c ).
Discussion
Arsenic (Ar) is known to induce oxidative nephropathy via production of reactive oxygen species (ROS), reactive nitrogen species (RNS), and dimethyl arsenic peroxyl radicals (Flora 2011) . Ar is also linked to carcinogenic effects in the skin, lungs, liver, kidneys, and bladder (Waalkes et al. 2004b ). Therefore, a key approach for ameliorating Ar-induced renal toxicity is the use of antioxidant agents. Sulforaphane is regarded as a potent natural antioxidant that scavenges superoxide, hydroxyl, hydrogen peroxide, and peroxyl radicals, and also promotes the upregulation of various cytoprotective antioxidant genes (Fahey and Talalay 1999) . In this context, the current study also confirmed kidney function against the oxidative toxic insult by Ar. Ar is known to inhibit growth by interference with a number of metabolic processes (Tu and Ma 2002) , and has also been shown to induce death of various cells in vitro and in vivo through activation of apoptosis pathways (Dong 2002) . In the present study, we calculated food and water intake and relative and absolute kidney weight of the control and experimental rats, and observed that Ar-exposed rats exhibited critically decreased body weight and intake of food and water compared with controls. Sinha et al. (2008) reported that oxidative stress is an essential factor in the development of Ar nephropathy and damage to renal tubular cells, which causes a reduction in body weight. In our study, Ar-treated rats showed lower water and food intake, along with retarded growth and changes in absolute and relative kidney weight. The morphological changes observed in Ar-intoxicated rats were effectively attenuated by pretreatment with SFN. These results corroborate those of a previous report by Shang et al. (2015) , where SFN provided strong antioxidant activity against Ar-induced nephrotoxicity.
It has long been believed that ROS are involved in several pathogenic infection-linked inflammatory process (Li et al. 2002) . One organ typically affected by Ar-induced ROS production is the kidney (Prabu and Muthumani 2012 ). In the current study, a notable increase in ROS was found in the blood and renal tissue of Ar-intoxicated rats versus controls, which confirms earlier reports (Jain et al. 2015) . This may be due to the induction by Ar of a complex chain of one-electron reduction of molecular oxygen, which first leads to the formation of superoxide radicals (O 2 ) in the kidney. The O 2 is unstable and readily accepts a second electron to form H 2 O 2 , and at the same time disturbing a large amount of an important cellular waste. Pre-administration of SFN drastically diminished ROS on average in Ar-exposed rats. This is likely explained by the successful free radical scavenging and potent hydrogen-donating properties of SFN, which minimize the inflammatory process.
Increased levels of markers such as urea, uric acid, creatinine, and creatinine clearance are an indication of renal damage (Sener et al. 2007 ). Earlier studies have reported that arsenic induces renal dysfunction upon continuous exposure and causes nephrotoxicity in rats (Sener et al. 2007; Bhattacharya and Haldar 2012) . Because the primary waste products of protein metabolism are urea, uric acid, and creatinine, which must be excreted through the kidneys, an increase in these parameters in blood is considered a major SOD one unit of enzyme activity was defined as the enzyme reaction that gave 50% inhibition of NBT reduction per minute/mg protein, CAT μmol of H 2 O 2 consumed/min/mg protein, GPX μmol of GSH consumed/min/ mg protein, GST μmol of CDNB-GSH conjugate formed/min/mg protein, GR μmol of NADPH oxidized/min/mg protein marker of renal injury by Ar-induced protein oxidation (Silva 2004) . SFN pretreatment in Ar-intoxicated rats reduced the elevated levels of renal markers as compared to controls. Therefore, SFN had been established as an excellent scavenger of reactive oxygen and nitrogen species, preventing lipid peroxidation and protein carbonylation, and thereby modulating serum and urinary markers in the kidneys (Cui et al. 2012; Kensler et al. 2013 ). 8-Hydroxy-2'deoxyguanosine (8-OHdG) is one of the predominant forms of free radical-induced oxidative lesions, and has therefore been widely used as a biomarker for oxidative stress and carcinogenesis and as an indicator of oxidative DNA damage promoted by different xenobiotics in the kidney (Li et al. 2008) . Our study confirmed that the levels of 8-OHdG in urine and kidney tissue were significantly increased with higher Ar concentrations in intoxicated rats as compared to controls. These findings are in agreement with an earlier report by Prabhulkar and Li (2010) , who observed greater DNA damage with increased ROS levels due to the accumulation of Ar in renal tissue. This DNA damage from exposure to Ar deposition will affect the proximal tubular epithelial cells, leading to tubular dysfunction and critical sign of undesirable consequence in DNA strands. However, pretreatment with SFN resulted in significantly less DNA damage, with decreased Ar accumulation in renal tissue as compared to the Ar group, which agreed with previous reports (Shang et al. 2015) . This could be due to the presence of glucosinolate, which is hydrolyzed by myrosinase to scavenge the ROS in renal tissue and reduce DNA damage.
Lipid peroxidation (LPO) is the process in which free radicals steal electrons from the lipids in cell membranes, resulting in cell damage. It typically affects polyunsaturated fatty acids, since they contain multiple double bonds, between which are methylene bridges (-CH 2 -) that possess reactive hydrogen atoms (Ostrea et al. 1985) . In a recent study, Artreated rats displayed elevated kidney lipid peroxides, hydroperoxides, and protein carbonyls, and a striking demur in antioxidant skeleton, clearly denotes the persistence of oxidative pressure. The outcome of the current study is in good agreement with the results reported by Ostrea et al. (1985) , in which Ar administration markedly increased renal lipid peroxidation in rats. This could be due to progressive ROS that decreasing the glomerular function and increase growth of extracellular matrix proteins in the glomerular capillaries and mesangium, ultimately leading to glomerulosclerosis in renal tissues (Ostrea et al. 1985) . Rats pretreated with SFN exhibited significantly reduced levels of lipid peroxides, hydroperoxides, and protein carbonyls in comparison to normal controls. This Statistical significance was determined by one-way ANOVA (Duncan's multiple range test). Values not sharing a common superscript letter (a-c) differ significantly at p < 0.05 normalization may be achieved by the antioxidant and free radical suppressive properties of SFN, which protects the cells from oxidative stress and lipid peroxidation (Robles-Osorio et al. 2015) .
Ar toxicity in the kidney is reflected by a reduction in cellular co-enzymatic oxidative inhibitors such as GSH, TSH, vitamin C, and vitamin E. Excess production of ROS induced by Ar damages the proximal tubular cells (PTC) of the glomerulus that mediate the efflux Ar to be excreted by urine Psurski et al. 2017 ). In the current study, Ar intoxication reduced the level of nonenzymatic antioxidants due to increased pro-oxidative and electrophilic matter causing renal failure. This may be due to the arrest of glutathione synthesizing precursor enzymes such as gammaglutamyl cysteinyl synthetase and GSH synthetase by Arinduced excess ROS in treated animals. Our results were in good accord with , who observed reduced levels of nonenzymatic antioxidants in cases of Ar-induced renal damage in mice. On the other hand, pre-administration of SFN significantly rescued the decreased nonenzymatic antioxidants when compared with the control group. This may be because of the occurrence of electrophilic isothiocyanate and free cysteine-SH groups in the SFN, as a natural primary target for activation of antioxidant levels in Arinduced toxicity in renal tissue (Mi et al. 2008) .
Antioxidants that are capable of neutralizing the harmful oxidative effects of xenobiotics, such as SOD, CAT, and GPx., are known as enzymatic antioxidants. Unstable molecules such as free radicals are able to readily donate or remove electrons from adjacent molecules that adversely alter the physiology of organs (Robbins and Zhao 2011) . The destructive properties of free radicals acquired as products of metabolism are inhibited by these substances (Ramasarma 2007) . The superoxide dismutase (SOD) is a metalloprotein that accelerates the transformation of superoxide radicals. The heme protein catalase (CAT) accelerates the reduction of H 2 O 2 to water and oxygen, and thus protects the cell against oxidative damage from OH- (McCord et al. 1971) . Glutathione peroxidase (GPx) is a selenium-containing enzyme that plays a key role in reducing H 2 O 2 and hydroperoxide to harmless materials. Glutathione S-transferases (GSTs) are a family of phase II detoxifying enzymes that shield cellular macromolecules from unstable electrophiles (free radicals). In particular, GSTs influence the conjugation of glutathione (GSH) to a wide array of internal and external electrophilic complexes. Glutathione reductase (GR) can act as a scavenger for singlet oxygen in various electrophiles, which accelerates the reduction of GSSG to GSH. In the current study, Ar administration significantly reduced enzymatic antioxidants such as SOD, CAT, GPx, GST, and GR in comparison to controls. This result was well in line with an earlier report by Jain et al. (2015) , who observed lower levels of enzymatic antioxidants in arsenic-treated rat kidneys. Similarly, Gong et al. (2015) observed a reduction in enzymatic antioxidants in Ar-treated rats, mainly due to oxidative stress and unpaired electrons in the renal tissue. Pre-administration of SFN to Ar-treated rats resulted in significantly increased levels of enzymatic substances in renal tissue, primarily due to the presence of functional groups in SFN (isothiocyanates). The C=C double bonds and hydroxyl groups (OH) in SFN may bind with the antioxidant response element (ARE) in the promoter region of genes coding for the activation of Nrf2 and phase II antioxidant and subsequent antioxidant enzymes in the animal body (Beltran et al. 2012) . SFN is a well-studied antioxidant for its inhibition of the Keap-1 protein associated with Nrf2 and activation of phase II antioxidant enzymes under stress conditions (Myzak and Dashwood 2006) .
It has been confirmed that Ar accumulation in the podocytes commonly promotes the production of ROS and decreases calcium absorption in the kidney, ultimately leading to the release of proapoptotic Bax (B-cell-associated x protein) leading to tubular cell death (Santos et al. 2008) . Bcl-2 genes are key regulators of functional and pathological effects in cell death. This family consists of both cell death promoter (Bax and Bad) and cell inhibitor (Bcl-2 and Bcl-xL) proteins. Peraza et al. (2006) demonstrated that elevated levels of Bax/Bad or Bcl-2/Bcl-XL are directly linked with the initiation of apoptosis in Ar-treated renal proximal tubular cells. In the present study, RT-PCR results clearly showed that the level of the proapoptotic marker Bax was significantly increased in Ar-treated animals compared with Bcl-2, SOD1, and CAT of normal controls. Our results confirmed that the administration of Ar increased Bax and reduced the antiapoptotic Bcl-2 gene responsible for the activation of phase II antioxidants such as SOD1 and CAT, which was in sequence with the earlier account of Peraza et al. (2006) . Pretreatment with SFN increased Bcl-2 and decreased Bax, indicating that SFN provided antiapoptotic benefits against Ar-induced cell death via the modulation of Nrf2, a member of the basic region-leucine zipper NF-E2 family, which binds to cis-acting elements in the 5′-flanking region of the genes for activating phase II enzymes such as SOD1 and CAT.
The protease enzymes (caspase group) play essential role in apoptosis and inflammation. Cytochrome C aids in the activation of Apaf-1 and caspase-9 in the apoptosome. Once activated, caspase-9 cleaves and activates caspase-3 and caspase-7, ensuing in extensive proteolysis and cell death (Prabu and Muthumani 2012) . In the current work, an increase in cytochrome C, Cas-9, and Cas-3 were observed in Artreated rats compared with controls. This could be due to the release of cytochrome C in the renal mitochondria due to Armediated intrinsic apoptosis pathway that cleaves the proapoptosome and releases the Cas-9 cell death proteins that activate the final apoptotic protein Cas-3, leading to renal damage (Negrette-Guzmán et al. (2013) . Pretreatment of Artreated animals with SFN demonstrated a notable decline in all apoptotic markers, as evidenced from the previous report of Guerrero-Beltrán et al. (2012) who observed the antiapoptotic efficacy of SFN against cisplatin induced mitochondrial damage in rat kidney. Our results also well accommodate with the previous report suggesting that SFN exerts antiapoptotic effects, suppressing apoptosome initiation during Ar-induced oxidative stress in mitochondrial renal tissue.
The PI3K (phosphatidylinositol-4,5-bis-phosphate 3-kinase)/Akt(v-akt murine thymoma viral oncogene homolog) pathway is involved in cell survival, proliferation, and metabolism, and is commonly associated with harmful modification processes in a variety of cancers, including kidney (Linehan et al. 2010) . Activation of the PI3K/Akt pathway may be fundamental in considering apoptotic and proapoptotic genes. Akt, also known as protein kinase B (PKB), is the downstream serine threonine kinase target of PI3K (Franke et al. 1995) . Akt plays a vital role in regulating numerous downstream signaling pathways including those that inhibit apoptosis and stimulate proliferation, protein synthesis, and glucose metabolism (Manning and Toker 2017) . Akt is stimulated by PI3K in reaction to growth factors, Ca 2+ entry. According to Franke et al. (1995) , the downstream levels of PI3K/Akt significantly decreased the expression of the Nrf2 gene and its downstream proteins, which are essential for cell survival and proliferation in normal cells. In the current work, our results revealed decreased point of PI3K/Akt and Nrf2 protein was found in Ar-exposed rats compared with normal controls. Pretreatment with SFN significantly increased PI3K, Akt, and Nrf2 in Ar-treated rats as evidenced by RT-PCR, western blotting, and other biochemical activity observed in Ar-treated rats. The underlying mechanism for the activation of Nrf2 by SFN is not clear, but it may be related to its high chemical electrophilicity of the central carbon of the isothiocyanate (-N=C=S) group. This isothiocyanate group readily reacts with sulfur-, nitrogen-, and oxygen-centered enzymes such as cysteine and leucine residues of Nrf2 gene (Zhang 2012) . Sulforaphane (SFN) has been proven to activate Nrf2, which protects the kidney from oxidative damage (Gao and Talalay 2004) . The phosphatidylinositol 3-kinase (PI3K)/protein kinase B (PKB) are vital signaling enzymes involved in the transduction of a variety of signals from the cell surface to the nucleus. Both of their pathways are associated with the modulation of ARE-induced gene expression via Nrf2 activation in renal tissue (Li Chew et al. 2015) . This leads to the de novo synthesis of phase II antioxidant enzymes that strongly protect cells from Ar-induced oxidative stress (Zhang 2012) . Several studies have demonstrated the use of TUNEL (terminal deoxynucleotidyl transferase dUTP nick end labelling) assay as a technique for identifying apoptotic DNA fragmentation, quantifying apoptotic cells, or detecting excessive DNA breakage in individual cells (Dong 2002; Peraza et al. 2006) . It has been confirmed that chronic exposure to small doses (<100 μg/L) of arsenic in drinking water is associated with increased risk of DNA mutation in skin, lungs, and Fig. 11 Effect of SFN on Arinduced changes in podocytes by electron microscopy study of control and experimental rats. In the control and SFN groups, the ultrastructure of podocytes was normal (a, d). Ar-treated group showed severe degenerative changes including dilated cisternae of endoplasmic reticulum (CS), mitochondrial swelling (M), and degeneration of the nucleolus (NL) were observed in podocytes of the kidney as compared with controls (b). Preadministration of SFN was effective in preventing all pathological changes compared with controls and rats treated with SFN alone (c) Fig. 12 Graphical abstract shows the protective mechanism of SFN against Ar-induced damage in the kidney tissue via PI3K/Aktmediated Nrf2 signaling pathway kidney (Saint-Jacques et al. 2014) . Bau et al. (2002) reported that Ar and other oxidative stress resulted in DNA damage in the liver, kidney, and multiple other organs. In the current study, there was extensive DNA damage observed in Arintoxicated rats compared to controls. This result further confirmed our previous 8-OHdG results showing that Ar was able to generate ROS during its biotransformation and caused DNA strand breaks and chromosomal aberrations (Bau et al. 2002) . This may be due to Ar-released 8-oxoguanine, which leads to nucleotide mutation (G:C to T:A), causing DNA strand breaks even at low concentrations (Eder et al. 2006) . Pre-administration of SFN potentially abrogates Ar-induced DNA damage by its potent hydrogen-donating property and free radical scavenging ability in co-treated animal groups. Cheung and Kong (2010) demonstrated DNA protective effects of SFN against various xenobiotics. Hence, SFN is at least in part responsible for DNA protection.
Inflammation is part of a complex biological response of body tissues. Ar exposure has been found to be an important cause of renal failure associated with oxidative stress, proximal tubular dysfunction, and necrosis of proximal tubular epithelial cells in the kidneys of rats . Kidney injury intracellular adhesion molecule (ICAM) is a member of the immunoglobulin superfamily responsible for immunity against pathogens or xenobiotics. In the present study, Ar-induced oxidative stress increased ICAM within 48 h in damaged renal tissues, as evidenced by an increase in basic renal markers urea, creatinine, and 8-OHdG in the kidney compared with controls. Ar administration may stimulate interleukin-1 (IL-1) and tumor necrosis factor (TNF) in lymphocytes via LFA-1 (integrin), a receptor found on leukocytes. The activated IL-1 and TNF cause inflammation in renal tissue by forming an ICAM-1/LFA-1 bond and then transmigrating into renal tissues, causing severe inflammation as supported by strong expression (ICAM) of immunohistochemistry (Prabu and Muthumani 2012) . In comparison with controls, SFN pre-administration significantly attenuated renal inflammation owing to a battery of antioxidants and detoxification enzymes by binding ARE in the promoter regions of Nrf2 genes and scavenging inflammation-causing negative electrons in renal tissue.
In the present study, histopathological examination of Artreated rats revealed alterations in renal tissue including tubular necrosis, inflammatory cell infiltration, tubular degeneration, hemorrhage, and vacuolization. Similarly, electron microscopy study confirmed Ar-induced degeneration of podocytes including dilated cisternae of the endoplasmic reticulum, mitochondrial swelling, and degeneration of the nucleolus. This may be due to the accumulation of free radicals and increased lipid peroxidation by activated free Ar ions in the Ar-intoxicated animals. The increased generation of lipid peroxides associated with ROS leads to loss of membrane integrity and other pathological changes including nucleolus disintegration in kidney tissue as confirmed by electron microscopy study. Administration of SFN reduced Arinduced histopathological and TEM alterations quite substantially in both organs and tissues via its antioxidant and membrane-stabilizing effects in rat kidneys.
In summary, SFN showed a variety of beneficial properties, including free radical scavenging, anti-inflammatory, membrane-stabilizing, and antiapoptotic activity as possible key factors in the nephroprotective efficacy against Ar-induced oxidative renal injury. Ultimately, SFN was effective in preventing Ar-induced nephrotoxicity by activating phase II antioxidant enzymes via modulation of Nrf2 gene expression through the PI3K/Akt signaling pathway, and thus may prove beneficial in patients at high risk of arsenic toxicity (Fig. 12) . Further comprehensive studies are in progress to clarify the specific mechanism of SFN against Ar-induced nephrotoxicity in rats.
